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HCV/HIV co-infection: time to re-evaluate the role of HIV in the
liver?
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SUMMARY

Because of major advances in the treatment of HIV /AIDS, HIV-positive persons now live longer,
healthier lives; however, hepatitis C virus (HCV) is increasingly recognized as a major cause of
morbidity and mortality in this population. Among HCV-infected persons, HIV co-infection is
associated with increased HCV RNA levels, increased hepatic inflammation and fibrosis, and
more rapid progression to cirrhosis and end-stage liver disease. Compounding this problem are
reduced HCV treatment response rates among HCV /HIV co-infected persons. Moreover,
antiretroviral therapy used to suppress HIV replication is often associated with a paradoxical
increase in HCV RNA levels, as well as hepatotoxicity. Despite the adverse clinical consequences
of HCV/ HIV co-infection, the mechanisms by which these two viruses interact at the cellular
level remain largely unexplored. This review focuses on the evidence demonstrating direct
infection of hepatocytes by HIV, as well as the indirect mechanisms by which HIV may regulate
HCYV replication at the cellular level. A comprehensive understanding of virus—virus and virus—
cell interactions is critical to the development of novel treatment strategies to combat HCV/ HIV
co-infection.
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NATURAL HISTORY OF HCV /HIV CO-INFECTION

Over 170 million people worldwide are infected with hepatitis C virus (HCV), an enveloped,
single-stranded RNA virus. Infection with HCV is a major cause of chronic liver disease,
with 60-80% of patients developing chronic hepatitis and up to 20% of chronically infected
persons developing cirrhosis within 20 years of infection [1]. HCV infection is also a major
cause of hepatocellular carcinoma and the major reason for liver transplantation in the US.
There is no effective vaccine for the prevention of HCV infection and current treatment
regimens achieve sustained virological response in only 50% of treated individuals [2].

Because of shared routes of transmission, co-infection with HCV is increasingly recognized
as a major cause of morbidity and mortality among HIV-positive persons [3]. In the US, 150
000 to 300 000 persons are infected with HIV and HCV, representing 15-30% of all HIV-
infected persons and 5-10% of all HCV-infected persons [4,5].

The effects of HCV infection on HIV disease are not well understood but have been
addressed in a small number of studies. Daar et a/. reported that increased HCV RNA levels
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were associated with clinical progression to AIDS in haemophiliacs even after controlling
for CD4 cell count and HIV RNA level [6]. In the Swiss HIV Cohort Study, HCV
seropositivity was associated with progression to a new AlDS-defining illness or to death
[7]. HCV seropositivity was also associated with a reduced CD4 cell recovery during
antiretroviral therapy (ART). While these results have been generally supported by other
clinical investigations [8-12], not all cohorts have found an association between HCV co-
infection and HIV disease progression [13]. While the mechanisms by which HCV may
impact HIV disease progression have not been elucidated, they may include intolerance to
ART in the presence of HCV and / or HCV-induced immune activation that leads to HIV
disease progression. Moreover, extrahepatic replication of HCV does occur [14]; therefore,
HCYV could significantly impair CD4 cell proliferation and function and consequently
impact HIV disease progression.

In contrast, it is well established that HIV significantly alters the clinical course of HCV
disease. Co-infection with HIV results in enhanced HCV replication as HCV RNA levels are
significantly elevated in HCV /HIV co-infected persons compared with HCV mono-infected
persons [15,16] and HIV seroconversion is associated with sustained increases in HCV viral
load [17]. Paradoxically, ART initiation is frequently associated with sustained increases in
HCV viral load, as well as hepatotoxicity [18-23]. The clinical course of HCV infection is
also accelerated in HCV /HIV co-infected persons as they experience more advanced liver
fibrosis and cirrhosis, as well as higher rates of progressive liver disease and death than do
HCV mono-infected persons [3,24-32]. Importantly, HIV therapy appears to slow the
progression of hepatic disease in co-infected persons (reviewed in [33]). Further
compounding the clinical management of HCV disease, HIV co-infection is associated with
decreased response rates to HCV treatment compared with HCV monoinfection [34-36].
Thus, HIV co-infection clearly has a negative impact on HCV pathogenesis.

THE IMMUNOLOGICAL RESPONSE TO HCV

It has been suggested that <10% of hepatocytes are infected with HCV [37] although data
are limited and considerable variability may be possible. Factors that limit virus replication
to a subset of hepatocytes may be the same factors involved in viral clearance. Type |
interferon (IFNa and IFNg) production is induced by viral infection in most cell types,
including hepatocytes. Type 1 IFNs activate the expression of multiple IFN-stimulated
genes (ISGs), including the RNA-dependent protein kinase (PKR), 2”,5”-oligoadenylate
synthetase (OAS), RNase L, adenosine deaminase (ADAR) and the Mx protein GTPases.
Several HCV proteins — core, E2, NS3 /4A and NS5A — have also been implicated in the
inhibition of IFN-inducible genes and / or key components of IFN signalling pathways
(reviewed in [38]). Furthermore, host immunological selection pressures may drive the
outgrowth of viral variants capable of persisting despite antiviral treatment or the presence
of an immunological response directed against HCV.

Strong and persistent CD8+ and CD4+ T-cell responses are critical for HCV clearance
(reviewed in [39]). However, HCV-specific adaptive immune responses are infrequently
detected during HIV co-infection, suggesting that virally mediated pathogenesis is at least
partially the result of impaired cell-mediated immunity to HCV [40-42], although this
phenomenon has not been confirmed in all studies [43,44]. Cytokine dysregulation,
commonly observed among HIV-positive persons [45], may further contribute to ineffective
anti-HCV immune responses and contribute to viral persistence. One possible explanation
for increased HCV replication during HIV co-infection is that HCV infection may not be
immunologically controlled in the face of HIV-mediated immunosuppression. However, at
least one study found that HCV RNA levels were more strongly associated with HIV RNA
levels than with CD4 cell counts [46]; thus, direct virus—virus interactions are also likely.
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Immune restoration also appears to play an interesting, albeit poorly understood, role in
HCV pathogenesis. The introduction of highly active antiretroviral therapy (HAART) has
led to a remarkable reduction in the number of AIDS-related deaths. While HAART results
in significantly decreased HIV RNA levels and subsequent increases in CD4 cell count, a
paradoxical /ncreasein HCV RNA levels is frequently observed among HCV /HIV co-
infected persons initiating HAART (reviewed in [23]). Possible explanations for this
phenomenon include enhanced lysis of HCV-infected cells by cytotoxic T lymphocytes and
release of HCV particles into the plasma, reduced competition by HIV for HCV entry
receptors, reduced HIV-mediated induction of endogenous IFNa that would otherwise
antagonize HCV replication, increased cellular injury as a result of antiretroviral-induced
hepatotoxicity and /or increased replication of HCV in extrahepatic cell types once HIV
levels in those same cell types have been suppressed.

HIV DETECTION IN THE LIVER

Despite the adverse clinical consequences of HCV /HIV co-infection, the precise molecular
mechanisms by which these two viruses interact with one another have not been fully
explored. While the liver is known to clear many foreign pathogens efficiently, including
RNA viruses [47-49], given their principle sites of replication, the opportunity for direct
viral interactions between HIV and HCV would appear to be limited. Nonetheless, several
lines of evidence suggest that several liver cell types can be productively infected with HIV
(Table 1).

Housset et al. investigated HIV infection of liver cells using liver samples from 17 infected
patients [50]. Staining with a monoclonal antibody to HIV p24 was positive for seven
samples, particularly in Kupffer cells. In five additional livers, HIV RNA was detected by /n
situ hybridization in inflammatory mononuclear cells and / or sinusoidal cells. A subsequent
study amplified HIV DNA from nine of 14 liver samples from patients with AIDS [51]. HIV
antigen and mRNA were also detected in Kupffer cells and hepatocytes, suggesting these
hepatic cell types as potential sources of HIV replication /n vivo.

It has been shown that the HepG2 hepatocyte-derived cell line expresses the CDA4 receptor
and produces infectious HIV particles /n vitro— as measured by both p24 production and the
ability of HepG2-produced HIV to infect T-cell lines [52]. Unfortunately, experiments
assessing HIV infection of primary hepatocytes are extremely limited in the available
literature. While hepatocytes are the primary site of HCV replication, additional liver cell
types may support HIV, thus placing HIV in the proximity of actively replicating HCV. For
instance, primary cultures of Kupffer cells can be productively infected with HIV as
demonstrated by HIV antigen detection, the presence of viral particles and reverse
transcriptase activity [53]. Similarly, primary cultures of human liver sinusoidal endothelial
cells are also permissive for HIV replication as evidenced by staining for HIV antigens,
reverse transcriptase activity and visualization of viral budding by electron microscopy [54].
Finally, hepatotropic variants of HIV have been identified in autopsied liver tissues [55],
suggesting that HIV may adapt for efficient replication within the hepatic environment,
although this issue has not be explored further.

Cao et al. measured the susceptibility of five hepatocyte-derived cell lines to /n vitro
infection with HIV [56]. Each cell line was productively infected with multiple strains of
HIV as shown by detectable HIV p24 antigen in cell culture supernatants for up to 90 days
in culture. When infected hepatocytes were serially passaged, p24 and infectious virus were
no longer detectable after the second passage. However, proviral DNA was present until the
fourth passage suggesting that HIV can integrate into hepatocyte DNA but that infection
may become latent. Intracellular p24 antigen and viral MRNA were detected in each
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hepatocyte cell line 3 days after inoculation with HIV; approximately 20-50% of the
hepatocytes expressed p24 protein. Interestingly, the authors were unable to detect CD4
protein or mRNA in the hepatocyte cell lines examined. An anti-CD4 monoclonal antibody
and soluble CD4 did not block HIV infection of hepatocytes, further suggesting that HIV
infection of hepatocytes could occur in a CD4-independent manner. In contrast, a
subsequent attempt to infect the Huh7 cell line with HIV showed no evidence of HIV
infection as measured by intracellular staining for p24 [57]. While the reasons for these
discrepant results remain unclear, they may reflect the period of time after which HIV
infection was assessed in target cells and / or methodological differences in the ability to
detect HIV antigens /in vitro.

More recently, replication of HIV in hepatic stellate cells (HSC) has been demonstrated by
detection of p24 antigen and HIV mRNA. HIV infection, as well as viral proteins, also
promoted HSC activation as measured by increased collagen | mRNA levels [58].
Collectively, these data suggest that HIV infection of hepatocytes, as well as other hepatic
cell types, is possible. Thus, further exploration of how these interactions impact HCV /HIV
pathogenesis is warranted.

HIV REGULATION OF HCV EXPRESSION

The ability of HIV to infect hepatocytes productively could have a profound effect on HCV
replication. However, several possible indirect mechanisms by which these two viruses
interact are also plausible (Fig. 1). For example, HIV gains entry into target cells by forming
a complex consisting of its outer envelope glycoprotein (gp120), CD4 receptor and members
of the chemokine co-receptor family [59]. Binding of HIV virions or soluble gp120 to CD4
receptors triggers a broad spectrum of signalling pathways that modulates the activation
state of target cells. Similarly, gp120 engagement of chemokine receptors also results in
activation of specific intracellular signalling pathways (reviewed in [60-62]). Relevant to
understanding HCV /HIV co-infection at the cellular level, several groups have shown that
hepatocytes express key HIV co-receptors including CD4, CCR5 and CXCR4 [57,63-65].
Moreover, several studies have demonstrated that expression of intrahepatic chemokine
ligands and their receptors was associated with severe HCV-induced liver inflammation
[66—68]. Recent data also suggest that CCR5432 (a CCR5 deletion mutant that produces a
nonfunctional receptor) is associated with reduced portal inflammation and milder fibrosis
among HCV-positive, HIVV-negative individuals [69]. These data support the concept that
intrahepatic chemokine receptor expression and signalling could play a key role in
regulating pathogenic events during chronic HCV infection.

In addition to HIV infection of hepatocytes and / or other cell types, it has been
hypothesized that hepatocytes exposed to HIV might be injured through an “innocent
bystander” mechanism after cell-surface binding of viral proteins. Using an /n vitro model
that utilizes only viral proteins and uninfected hepatocytes, it was found that the HCV E2
and HIV gp120 envelope proteins cooperatively induce apoptosis in hepatocytes through the
CXCR4 chemokine co-receptor [57,63]. Downstream signalling events involve upregulation
of Fas ligand and degradation of the anti-apoptotic molecule AKT [63], as well as enhanced
caspase expression [70] and activation of signal transducer and activator of transcription 1
(STATL) [71]. In vivostudies also confirm higher hepatocyte Fas expression in HCV/ HIV
co-infected patients compared with HCV mono-infected patients [72]. Moreover, these viral
proteins activate hepatic expression of interleukin 8 (IL-8), a pro-inflammatory chemokine,
through activation of p38 mitogen-activated protein kinase and the tyrosine kinase SHP2
[64]. Interestingly, 1L-8 is an important mediator of hepatic inflammation and is known to
antagonize the antiviral effects of IFNa [73-75]. Thus, the authors suggest that release of a
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potent inflammatory chemokine by hepatocytes could facilitate local inflammatory changes
and, in turn, induce fibrosis and cirrhosis.

The effects of recombinant HIV proteins on HCV replication have been addressed using
Huh7-2-3 cells that harbour a genotype 1b full-length HCV replicon [76]. HCV core antigen
levels were elevated more than two-fold after incubation with HIV gp120; this effect was
abrogated by neutralizing antibodies to CCR5 or CXCRA4. HIV gp120 also suppressed type |
IFN signalling, suggesting that HIV enhanced HCV replication in hepatocytes independent
of its effects on T-cell immunity.

Another HIV protein — Tat — is secreted by HIV-infected cells and can be endocytosed by
uninfected cells [77]. Tat has also been shown to enhance hepatocarcinogenesis in
transgenic mice [78,79]. Collectively, these data convincingly demonstrate that HIV proteins
can have a significant impact on the intrahepatic environment even in the absence of
productive HIV infection.

EXTRAHEPATIC REPLICATION OF HCV

While hepatocytes are the major site of HCV replication, replication of HCV has also been
demonstrated in several extrahepatic tissue and cell types (reviewed in [14]). Importantly,
several of these cell types, including T lymphocytes and monocytes /macrophages, also
support HIV replication, thereby providing additional reservoirs for interactions between
these two viruses. Thus, HIV may influence the clinical progression of HCV disease through
enhanced extrahepatic replication of HCV and / or antagonizing I1SGs that would otherwise
promote HCV clearance. Interestingly, several studies suggest that extrahepatic replication
of HCV may occur frequently during HIV co-infection [80-83]. It has further been
suggested that HIV infection may facilitate HCV replication in monocytes / macrophages by
rendering them more susceptible to HCV infection and / or by increasing HCV replication
[84]. While the precise molecular interactions between HIV and HCV have not been
completely explored in extrahepatic cell types, these data suggest that non-hepatic cell types
might also permit direct virus interactions and contribute to the pathogenesis of HCV/ HIV
co-infection.

DEVELOPMENT OF IN VITRO MODELS OF HCV /HIV CO-INFECTION

Critical to the future identification and characterization of the molecular interactions
between HIV and HCV is the development of novel in vitro HCV /HIV expression systems.
However, no such systems have been fully developed to date. Cell lines transfected with the
HCV polyprotein [85-88] offer one possibility, but are not capable of sustained RNA
replication. Inoculation of chimpanzees with HCV RNA transcripts [87] and the severe
combined immunodeficiency mouse model [89] support HCV infection but are cumbersome
and prohibitively expensive. Thus, the development of self-replicating HCV RNA replicons
revolutionized the study of HCV [90]. While this system yielded high levels of replication, it
was restricted to a single, highly permissive cell line and required adaptive mutations to
replicate efficiently, nor can the viral genome be easily manipulated [91,92]. More recently,
tissue culture systems capable of producing /nfectious HCV particles have been described
[93-96]. For the first time, the complete viral life cycle from receptor engagement to virion
assembly and budding can be examined /n vitro. While such systems are currently limited to
HCV genotype 2 infection, this is a rapidly evolving area of investigation. For instance,
compensatory mutations that result in increased viral replication are regularly identified [97]
and additional replication systems will certainly be developed and refined in the near future.
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CONCLUSIONS

Rapid HCV disease progression and lower HCV treatment response rates are of major

cli

nical concern during HIV co-infection. The mechanism(s) associated with these

observations remain(s) unknown. Nonetheless, there are considerable data to suggest that

HI
as
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an
ex

V can productively infect hepatocytes and / or other cell types present in the liver, as well

produce viral proteins capable of affecting hepatocyte function. Moreover, the

trahepatic replication of HCV would appear to provide additional cell types in which HIV

d HCV may directly interact to influence each other’s replicative cycle. Future studies that
pand our understanding of direct HIV-HCYV interactions, as well as virus—cell

interactions, will be critical to the development of novel treatment strategies to combat
HCV /HIV co-infection.
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Fig. 1.

Potential mechanisms by which HIV may influence hepatocyte cell function and / or HCV
replication. IL-8, interleukin 8; IFNa, interferon a; HCV, hepatitis C virus; STATL, signal
transducer and activator of transcription 1; FasL, fas ligand. Soluble HIV proteins include
Tat (transactivator protein) and gp120 (envelope glycoprotein 120).
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Table 1

Evidence for HIV infection of the liver

Finding

References

Detection of HIV antigen and/or RNA /in vivo  (50)

Detection of HIV proviral
HIV infection /in vitro

Hepatotropic HIV variants

DNA /n vivo (51)
(52-54, 56)
(55)
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